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ABSTRACT Glycine receptors (GlyR) are the primary inhibitory receptors in the spinal cord and belong to a superfamily of
ligand-gated ion channels (LGICs) that are extremely sensitive to low-affinity neurological agents such as general anesthetics
and alcohols. The high-resolution pore architecture and the gating mechanism of this superfamily, however, remain unclear.
The pore-lining second transmembrane (TM2) segments of the GlyR �1 subunit are unique in that they form functional
homopentameric channels with conductance characteristics nearly identical to those of an authentic receptor (Opella, S. J.,
J. Gesell, A. R. Valente, F. M. Marassi, M. Oblatt-Montal, W. Sun, A. F. Montiel, and M. Montal. 1997. Chemtracts Biochem.
Mol. Biol. 10:153–174). Using NMR and circular dichroism (CD), we determined the high-resolution structures of the TM2
segment of human �1 GlyR and an anesthetic-insensitive mutant (S267Y) in dodecyl phosphocholine (DPC) and sodium
dodecyl sulfate (SDS) micelles. The NMR structures showed right-handed �-helices without kinks. A well-defined hydrophilic
path, composed of side chains of G2�, T6�, T10�, Q14�, and S18�, runs along the helical surfaces at an angle �10-20° relative
to the long axis of the helices. The side-chain arrangement of the NMR-derived structures and the energy minimization of a
homopentameric TM2 channel in a fully hydrated DMPC membrane using large-scale computation suggest a model of pore
architecture in which simultaneous tilting movements of entire TM2 helices by a mere 10° may be sufficient to account for the
channel gating. The model also suggests that additional residues accessible from within the pore include L3�, T7�, T13�, and
G17�. A similar pore architecture and gating mechanism may apply to other channels in the same superfamily, including
GABAA, nACh, and 5-HT3 receptors.

INTRODUCTION

The pore architecture and the gating mechanism of a super-
family of neurotransmitter-gated ion channels, including
glycine, �-aminobutyric acid type A (GABAA), nicotinic
acetylcholine (nACh), and serotonin 5-HT3 receptors re-
main poorly understood. This superfamily is responsible for
the fast synaptic transmission in the central nervous system
and has been shown to be particularly sensitive to low-
affinity neurological agents such as volatile general anes-
thetics and short-chain alcohols (Franks and Lieb, 1996).
Although the crystal structure of an acetylcholine-binding
protein, which resembles the extracellular domain of
nAChR, has recently been resolved (Brejc et al., 2001), the
high-resolution structural information of the transmembrane
domains of this superfamily is generally lacking. The pore-
lining elements and their role in channel activation and
gating are mostly inferred from the substituted-cysteine
accessibility measurements (Karlin and Akabas, 1998) or
from electron microscopy at a 9-Å resolution (Unwin,
1998).

In general, the membrane-associated ligand-gated ion
channels (LGICs) in their intact forms are refractory to

experimental high-resolution structural determinations. To
obtain structural information with atomic resolution, an
alternative approach has recently been proposed to delineate
the crucial architecture of the transmembrane pore by reca-
pitulating the active moiety and studying the functional
segments of the putative pore-lining second transmembrane
(TM2) domains in a membranous environment (Opella et
al., 1999). The GlyR is particularly suited for this approach
because the TM2 segments of the human �1 subunit alone
form homopentameric channels with conductance charac-
teristics nearly identical to those of an authentic receptor
(Marsh, 1996; Opella et al., 1997; Reddy et al., 1993).
Recent experimental evidence from a different transmem-
brane protein (Kochendoerfer et al., 1999; Salom et al.,
2000) further demonstrates that solubilizing small func-
tional transmembrane segments in dodecylphosphocholine
(DPC) can form correct channel bundles, suggesting that the
DPC micelles provide an adequate membrane-mimicking
environment for correct transmembrane protein aggregation
and folding.

Using the same approach, we determined the structure of
the TM2 domain of the human GlyR �1 subunit in DPC and
sodium dodecyl sulfate (SDS) micelles. In addition, we also
determined the TM2 structure of a unique single-point mu-
tant, S267Y. This mutant and its analog in GABAA recep-
tors are found to have distinctly different sensitivity to
low-affinity but receptor-specific neurological agents, such
as volatile anesthetics and alcohols (Mihic et al., 1997).
Based on the NMR-derived monomer TM2 structures, we
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further determined the plausible pore architecture by exten-
sive energy minimization of homopentameric GlyR �1 TM2
channels in a fully hydrated 1,2-dimyristoyl-sn-glycero-3-
phosphocholine (DMPC) membrane (Zubrzycki et al. 2000)
by using a large-scale computer simulation. The NMR-
derived structures and computation-based homopentameric
pore architecture revealed a sufficient amount of atomic
details that are potentially relevant to channel gating.

EXPERIMENTAL PROCEDURES

Sample preparation

The wild-type TM2 segment (TM2WT) of the human GlyR �1 subunit has
a sequence (Grenningloh et al., 1990) of PARVGLGITTVLTMTTQSSG-
SRA, in which the two arginines (R252 and R271) are numbered as R0�
and R19�, respectively, using the convention suggested by Miller (1989).
For TM2S267Y, the underlined S15� is replaced by Y. In this study, both
TM2WT and TM2S267Y were synthesized by solid-phase synthesis and
purified by reverse-phase HPLC. A special procedure, modified from that
described by Killian et al. (1994) was used to incorporate the peptides into
the DPC or SDS micelles so that the samples were stable for prolonged
NMR data acquisition. Briefly, the purified peptides were first dissolved in
trifluoroacetic acid and then dried into a thin film under a stream of N2 gas.
Thereafter, 2,2,2-trifluoroethanol (TFE) was added to prepare a TM2
solution of 25 mM. Separately, a 1000-mM solution of deuterated DPC or
SDS micelles in H2O was prepared. Aliquots of the peptide solution were
titrated to the micelle solution to reach a peptide-to-micelle molar ratio of
1:220. Water was then added to yield a water-to-TFE ratio of 16:1 by
volume. The samples were mixed vigorously for 5 s, rapidly frozen in solid
CO2/acetone, and lyophilized overnight at �50°C. The lyophilized sam-
ples were further vacuumed for at least 24 h to ensure nearly complete
removal of the organic solvents and then rehydrated with deionized water
(90% H2O and 10% D2O). A typical NMR sample contained 3.1 mM
peptides in 677 mM DPC or SDS, with pH adjusted to 4.8. For circular
dichroism (CD) experiments, aliquots of NMR samples were diluted by a
factor of �52 to reach a peptide concentration of 60 �M and then used.

SDS-polyacrylamide gel
electrophoresis (SDS-PAGE)

The oligomerization state of TM2 segments in micelles was determined
using the SDS-PAGE, as described by Tatulian and Tamm (2000). Gradi-
ent gels of 12% and 20% acrylamide solution were used, containing
N,N�-methylenebisacrylamide at an acrylamide bisacrylamide molar ratio
of 30:1 in an aqueous buffer of 0.1% SDS, 5% glycerol, 0.06 mM EDTA,
0.3 M glycine, and 0.1 M Tris HCl (pH 8.8). Peptide samples for electro-
phoresis were prepared using the same procedure as for NMR samples,
except that the final resuspension was in an aqueous buffer solution (0.1 M
NaCl and 10 mM Hepes at pH 7.2), followed by the addition of the
treatment buffer (0.125 M Tris-HCl, 4% SDS, 20% glycerol, 10% �-mer-
captoethanol, pH 6.8) in a 1:1 volume ratio. The electrophoresis was
conducted at 20 mA constant current for 1 h using a buffer of 25 mM Tris,
192 mM glycine, 0.1% SDS, and pH 8.3. The gels were stained for 30 min
using 0.1% Coomassie Blue R-250.

CD spectroscopy

CD experiments were carried out on a Jasco-710 spectropolarimeter. All
measurements were made at 30°C in a quartz cuvette of 1-mm path length.
Spectra were recorded over the far-UV range of 180-260 nm with a time
constant of 1 s, a spectral resolution of 1 nm, and a scan rate of 20 nm/min.

Three scans were averaged for each spectrum, and the reference spectra of
the respective media were subtracted. The fraction of residues in the
�-helical conformation, fH, was estimated from the measured residue
ellipticity at 222 nm, �222, using the well-established method (Luo and
Baldwin, 1997; Tatulian and Tamm, 2000): fH � (�222 � �C)/(�H � �C),
where the temperature-dependent values for an infinite helix, �H and a
random coil, �C, are assumed to be �31739 and �3400 deg/cm2/dmol�1,
respectively (Luo and Baldwin, 1997; Scholtz et al., 1995).

NMR spectroscopy

The NMR experiments were conducted at 30°C on Bruker DMX750 and
DMX600 spectrometers equipped with inverse-detection probes. Two-
dimensional 1H-TOCSY and NOESY spectra were acquired in 4096 � 512
complex points using WATERGATE (Piotto et al., 1992) for water sup-
pression and the States-TPPI (Marion and Wuthrich, 1983) for quadrature
detection in the tl dimension. The NOESY mixing time was 100 ms and the
TOCSY MLEV17 spin-lock time was 51.8 and 81.4 ms. The spectra were
processed using the NMRPipe program (Delaglio et al., 1995) and ana-
lyzed with the PIPP program (Garrett et al., 1991). For structural calcula-
tion, distance restraints were grouped into three categories, 2.0–2.8 Å,
2.0–3.5 Å, and 2.0–4.5 Å, for strong, medium, and weak NOEs. The initial
structure calculations were done using only the NOE constraints with the
standard three-stage distance geometry and simulated annealing protocol
(Nilges et al., 1988), using X-PLOR version 3.851 (Brünger, 1992). Those
with no violations above the threshold conditions of 5° for angle, improper,
and dihedral angles, and 0.05 Å and 0.5 Å for bonds and NOEs, respec-
tively, were taken for further analysis. In reference to the CD data of
�-helical contents (see below), which were confirmed by the initial struc-
tural calculation, we also included in the further calculation and refinement
hydrogen bond constraints of CO(i) to NH(i � 4) for those residues where
d�N(i,i � 3) and d��(i, i � 3) NOE connectivity is present. Each hydrogen
bond was converted into two distance restraints rNH-O (1.8–2.2 Å) and rN-O

(2.2–3.3 Å) (Opella et al., 1999; Tochio et al., 1998). The 30 lowest-energy
structures were used for refinement by including the dihedral terms and the
standard Lennard-Jones function for electrostatic interactions. The VMD
program (Humphrey et al., 1996) was used for structural rendering.

Large-scale, all-atom energy minimization

To study possible pore architecture, the NMR-derived structures were used
to construct a homopentameric TM2 channel based on the 9-Å resolution
crystallography data, which suggest a pseudo-fivefold symmetry for this
superfamily of ion channels. The homopentameric channels were subjected
to extensive energy minimization in a preequilibrated DMPC membrane
(Zubrzycki et al., 2000). The channel, membrane, and a cylinder of TIP3
waters (Jorgensen et al., 1983) through the pore were superimposed and all
lipid and water molecules that were within van der Waals contact with any
atoms of the channel were deleted, resulting in 159 lipids and 5674 waters
in the final system. Energy minimization was performed on the T3E
supercomputer at the Pittsburgh Supercomputing Center using the NAMD2
program (Nelson et al., 1996) with the CHARMM-22 force field for
proteins and lipids (MacKerell et al., 1998; Schlenkrich et al., 1996). The
particle-mesh Ewald method was used to take into account full electrostatic
interactions with the periodical boundary condition in a flexible cell of
90 � 90 � 70 Å3. The conjugate gradient and line search algorithm (Polak
1971) was used for energy minimization in two stages. The first stage was
done without counterions until the relative energy change was �10�3, at
which point 10 randomly selected water molecules were replaced by 10
Cl� ions. The second stage continued until the relative change in total
energy was �10�5. The Hole program (Smart et al., 1996) was used to
determine the radius profiles of the channels.
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RESULTS

Structural description

In DPC and SDS micelles we found that both TM2WT and
TM2S267Y had stable �-helical structures. CD spectral anal-
ysis of highly purified GlyR TM2WT and TM2S267Y seg-
ments in SDS (Fig. 1) yielded an estimate of 70% and 91%
�-helical components, respectively. Similar CD spectra
were also obtained in DPC. Because TM2 segments are
known to form functional pentameric channels with con-
ductance properties nearly identical to those of an authentic
receptor (Marsh, 1996; Opella et al., 1997; Reddy et al.,
1993), we also carried out CD experiments on TM2 seg-
ments incorporated into 1,2-dimyristoyl-sn-glycero-3-phos-
phoglycerol vesicles. The CD spectrum in vesicles (Fig. 1)
shows that TM2 in the lipid bilayers is also predominantly
�-helical, confirming that the TM2 conformation in SDS
and DPC micelles mimics that in lipid bilayers, and thus
validating the reductionist approach to the structural deter-
mination of transmembrane segments in SDS or DPC mi-
celles. The oligomerization states of TM2 in DPC micelles
were determined using SDS-PAGE, as shown in Fig. 2.
Using the Kodak 1D gel analysis program we positively
identified seven bands, of which trimers, tetramers, and
pentamers are predominant. Contrary to common belief,
monomers are not the most popular state of TM2 in mi-

celles. In fact, monomers of TM2S267Y are hardly visible in
the gel. This is understandable because the TM2 helix, as
the channel lining segment, has distinct hydrophilic and
hydrophobic surfaces along the helix (see below). Hydro-
phobic interaction with micelle interior disfavors the mono-
mer or even dimer formation. Higher (�8) orders of oli-
gomerization states, if any, are too low in concentration to
be detected by the gel. The 750-MHz and 600-MHz 1H-
NMR spectra of TM2WT and TM2S267Y segments in deu-
terated DPC and SDS micelles are well resolved (Fig. 3),
allowing for complete sequence-specific spectral assign-
ment (Tang et al., 1999c) and structural determination. All
peaks in the backbone amide and � proton region and most
of the side chain protons were unambiguously assigned. In
all, there are 184, 175, 193, and 187 NOE crosspeaks for
TM2WT in DPC and SDS and mutant TM2S267Y in DPC and
SDS, respectively. The chemical shift differences between
TM2WT and TM2S267Y are generally small except for resi-
dues near the point of mutation, suggesting that mutation
affects the local conformation without drastically changing
the overall secondary structure of the channel pore. The
sequential and mid-range NOE connectivity, as summarized
in Fig. 4, A and B, extends throughout the entire sequence of
TM2WT and TM2S267Y. In particular, the �N and �� NOE
connectivity of three residues apart, a characteristic of �-he-
lical structure, extends from V1� to S16� in TM2WT and
from V1� to S18� in TM2S267Y. Although TM2 segments are
present in multiple oligomeric states in micelles (see Fig. 2),
no intersegment NOE cross peaks from neighboring side
chains were detectable, presumably due to rapid motions of
the segments relative to each other. Thus, while different
oligomeric states coexist in micellar preparations, the fact
that only a single set of NOE connectivity exists and that
NMR peaks are relatively narrow suggests that the TM2

FIGURE 1 CD spectra of the functional segments of the pore-lining
second transmembrane domain (TM2WT) of human glycine receptor �1

subunits in SDS micelles (solid line) and the anesthetic-insensitive
TM2S267Y mutant in SDS micelles (dashed line), and in DMPG lipid
bilayers (dotted line). Spectra of the same peptides in DPC are very similar.
The fraction of �-helical conformation for TM2WT and TM2S267Y in
micelles can be estimated based on the mean residue molar ellipticity at
222 nm to be 70% and 91%, respectively. All spectra were averages of
three scans recorded at 30°C after subtraction of the reference spectra of
the media.

FIGURE 2 SDS-PAGE gel showing the coexistence of multiple oligo-
meric states of GlyR TM2 segments in DPC micelles. The lowest band,
which is very faint but positively identified by the gel analysis program, is
assumed to be the monomers encapsulated in DPC micelles. The weight
differences between adjacent bands are in excellent agreement with the
molecular weight of a single TM2 segment.
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structures do not differ significantly among different oligo-
meric states, and that the structures determined by the NMR
are common to all oligomeric states. Fig. 4 C and E shows
stereo views of 30 structures for TM2WT and the TM2S267Y

in SDS, respectively. The statistics for these structures,
which have no NOE violation �0.5 Å and dihedral angle
violation �5°, are given in Table 1.

The NMR-derived structures of TM2WT and TM2S267Y

segments in the membrane-mimicking environment have
well-defined hydrophilic and hydrophobic faces along the
cylindrical surface of the helices, as shown in Fig. 4 D and
F. These surfaces are depicted in Fig. 5 using a color

hydrophobicity scale (Kyte and Doolittle, 1982). The con-
tinuous hydrophilic surface, composed of G2�, T6�, T10�,
Q14�, and S18�, is likely to be part of the pore lining of the
open channel. Notice that this hydrophilic surface, not in-
terrupted by hydrophobic residues, runs at a tilted angle
(�10–20°) relative to the long axis of the helices. To
consider possible ways of arranging the high-resolution
NMR-derived GlyR TM2 structures into a pentameric pore,
a rational assumption is that the tilted hydrophilic surface
faces the center of the channel (the tilted solid line in Fig.
5). In this configuration, there are at least three extruding
points composed of the side chains of T6�, T10�, and Q14�,

FIGURE 3 Representative 750-MHz 1H-NOESY spectrum of GlyR
TM2 in DPC micelles, showing (A) the HN-H� (fingerprint), and (B) the
HN-HN regions. The exceptional resolution at high magnetic field allows
for complete sequence-specific assignments and structural determination.
All assigned peaks are labeled using the relative numbering system of the
peptide sequence and following the �2, �1 convention.

FIGURE 4 NMR determination of the TM2 structures of human glycine
receptor. Sequential and mid-range NOE connectivity is plotted for the
functional �1 GlyR TM2WT (A) and its anesthetic-insensitive TM2S267Y

mutant (B). Lines indicate that the NOEs were unambiguously identified
and assigned; the widths of the lines are related to the observed NOE
intensities. An �-helical pattern can be identified from V1� to S16� in
TM2WT and from V1� to S18� in TM2S267Y. The first 30 lowest energy
structures (stereo view, C-terminals at top) are depicted for TM2WT (C) and
TM2S267Y (E) in SDS micelles. Structures in DPC are very similar. The
corresponding helical wheels (D and F) revealed a well-defined hydro-
philic face along the helix, composed of G2�, L3�, T6�, T7�, T10�, Q14�,
G17�, and S18�, which either line or border the channel pore.
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which form three levels of aligned “polar rings” when five
subunits aggregate into a channel. These polar rings may be
important for ion conductance, as discussed below.

An alternative arrangement is to align the helical cylin-
ders along their long axes and impose a five-fold symmetry
on the pore architecture. This arrangement places L3�, T6�,
T7�, T10�, T13�, and G17� within the channel lumen, with
part of the hydrophobic side chain of L3� situated at the
intracellular vestibule. Most of the side chains in this ar-
rangement are not aligned (pathways along the vertical lines
in Fig. 5). Nevertheless, both docking arrangements are in
good agreement with the results from the substituted-cys-
teine accessibility measurements, which identified within
the same superfamily V2�, T6�, T7�, L9�, T10�, T13�, I16�,
S17�, and N20� in the GABAA channel and T2�, L3�, S6�,
L8�, L9�, S10�, V13�, L16�, and E20� in the nAChR channel
to be accessible from the aqueous phase (Karlin and Aka-
bas, 1998; Xu and Akabas, 1996; Xu et al., 1995).

Channel pore architecture

To further consider the atomic details and the side-chain
packing of a GlyR channel pore, we immersed the ho-
mopentameric TM2WT and TM2S267Y channels in a fully
hydrated DMPC membrane and performed large-scale, all-
atom energy minimization in the presence of 10 Cl� coun-
terions. The NMR-derived TM2WT and TM2S267Y struc-

tures were docked into homopentameric channels with the
T6� side-chain vector (linear least-squares fit through the
coordinates of C�, C�, C�, and O� in the NMR structure)
pointing to the center axis of the pore and being perpendic-
ular to both the long axis of the monomer helical axis and
the pore axis. For a tilted arrangement, the same T6� side-
chain vector was used for a 10° tilting rotation of the helix.
Five copies of the monomer were generated with 0, 72°,
144°, 216°, and 288° rotations along the pore axis before
radial displacements of 9.7 Å were made. These radial
displacements of five monomers resulted in a homopentam-
eric channel having a narrowest pore diameter of 5.0 Å and
4.9 Å in the wild-type and S267Y channel, respectively.
These initial diameters were estimated from conductance
measurements of various anions (Rajendra et al., 1997). The
energy minimization proceeded until the relative change in
total energy became �10�5. We found that the final energy
differences between the corresponding untilted and tilted
configurations are very small, amounting to only 0.06% of
the total energy. For both TM2WT and TM2S267Y channels,
the untilted configurations are slightly energy-favored in the
DMPC membrane. Fig. 6 depicts the final pore architectures
of TM2WT after extensive energy minimization in a fully
hydrated DMPC membrane. For clarity, water, lipid, and
Cl� were removed from the display. After energy minimi-
zation, while the monomer structure remained very similar
to the NMR structure, the untilted configuration finished

TABLE 1 Statistics for families of 30 human GlyR TM2WT and TM2S267Y structures

Property WT (DPC) WT (SDS) S267Y (DPC) S267Y (SDS)

Distance Restraints
Intraresidue (�i � j� � 0) 105 112 120 107
Sequential (�i � j� � 1) 59 37 51 53
Medium range (2 � �i � j� � 4) 20 26 22 27

Number of NOEs per residues 8.0 7.6 8.4 8.1
Number of H-bond restraints (2 per bond) 22 24 24 26
Total number of restraints 206 199 217 213
Number of refined structures 30 30 30 30
Energy (kcal/mol)

E*NOE 56.06 	 3.03 69.27 	 5.76 73.45 	 4.72 78.01 	 2.36
E*dihe 24.76 	 3.36 29.94 	 5.48 57.73 	 5.61 55.1 	 4.39
Elmpr 14.64 	 0.70 6.55 	 0.65 9.58 	 0.77 8.33 	 0.70
EEle �185.2 	 14.9 �217.4 	 17.2 �212.9 	 14.1 �208.2 	 17.3

Atomic r.m.s.d (Å)†

Backbone (helical region) 0.10 	 0.02 0.19 	 0.06 0.17 	 0.06 0.22 	 0.14
All heavy atoms 2.38 	 0.87 2.14 	 0.33 2.10 	 0.31 1.10 	 0.36

Ramachandran analysis‡

% residues in
favored region 91.31% 78.3% 95.96% 87.62%
additional allowed region 8.69% 21.7% 4.34% 4.34%
generously allowed region 0% 0% 0% 8.60%
disallowed region 0% 0% 0% 0%

None of the structures has distance violations �0.5 Å and dihedral angle violations �5°.
*The final values of square-well NOE and dihedral-angle potentials were calculated with force constants of 50 kcal mol�1 Å�2 and 200 kcal mol�1 rad�2.
†The r.m.s. differences were determined between the 30 final structures and the corresponding mean coordinates of the peptides after superposition of 30
structures by the backbone heavy atoms in the following range: 1�–14� for WT (DPC), 1�–16� for WT (SDS), 1�–16� for S267Y (DPC), and 1�–18� for
S267Y (SDS).
‡The overall quality of the structures was evaluated by the program PROCHECK (Laskowski et al., 1996).
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with a pore radius significantly smaller than in the tilted
configuration. This is true for both TM2WT and TM2S267Y.
Fig. 7 depicts the pore radius profiles along the channel
axis. The untilted configurations (solid lines) of both
TM2WT and TM2S267Y show two constricting points at
levels of T6�, and Q14�, whereas the tilted configurations
(dashed lines) exhibit three layers of rings at T6�, T10�, and
Q14�. Changing from tilted to untilted configurations, the
pore diameter narrows by 1.56 Å at the level of Q14�.

DISCUSSION

We have determined the structure of the second transmem-
brane domain of the GlyR �1 subunit, one of the primary
subunits of the anion-selective channels in the adult spinal
cord. The �-helical structure without kinks is in agreement
with the NMR finding of another TM2 segment, that of the
nACh receptor � subunit (Opella et al., 1999), which be-
longs to the same superfamily of neurotransmitter-gated
receptors but forms cation channels. Moreover, we have

shown with CD (Fig. 1) that the TM2 conformation in SDS
or DPC micelles mimics that in DMPG lipid bilayers, in
which TM2 segments of GlyR �1 subunits are known to

FIGURE 5 The surfaces of the human �1 GlyR TM2WT (A) and
TM2S267Y (B) helices (C-terminals at top) are graphed using an amino acid
hydrophobic color scale ranging from �4.5 (most hydrophilic) to �4.5
(most hydrophobic). Notice that the continuous hydrophilic surface is
running at a 10–20° angle relative to the long axis of the helices. This
surface, containing four extruding hydrophilic side chains (from bottom to
top along the tilted lines: G2�, T6�, T10�, and Q14�) to form potential
ion-binding rings, is likely to line the pore of an open channel. A straight
(untilted) arrangement of helices not only reduces the number of potential
ion-binding rings, but also partially brings the large hydrophobic side chain
of L3� into the intracellular vestibule.

FIGURE 6 Homopentameric TM2 pore architectures (C-terminal views)
of human �1 GlyR after extensive energy minimization in a fully hydrated
DMPC membrane: (A) the helical axes are parallel to the pore axis, and (B)
helical axes are tilted by 10° relative to the pore axis. Notice the difference
in pore diameter. The residues are colored in the same hydrophobic scale
as in Fig. 4. The hydrophilic orange rings in the pore are composed of side
chains of Q14�, which might play an important role in channel gating (see
Discussion). Online supplementary information: An animation is provided to
offer a pictorial view of NMR-derived pore architecture (C-terminal views,
after extensive energy minimization in a fully hydrated DMPC membrane) and
the proposed gating model by the entire TM2 tilting movement. The side
chains of Q266 form the top orange ring within the pore.

FIGURE 7 The radius profiles of homopentameric TM2 channels after
extensive energy minimization in DMPC membrane. Notice the dramatic
radial changes at the level of Q14� from the untilted to the tilted config-
uration. Simultaneous tilting of the TM2 segments results in at least three
layers of aligned hydrophilic narrowing along the channel at T6�, T10�, and
Q14�. The polar hydroxyl groups of T6� and T10� and the amino group of
Q14� can liberate ions from their hydration shells, mediating ion transport
across the channel.
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form functional channels (Marsh, 1996; Opella et al., 1997;
Reddy et al., 1993). Although solubilizing membrane pro-
teins in membrane-mimetic micelles for high-resolution
structural determination by NMR is a well-accepted
method, its validity has only been confirmed recently by
studying the oligomerization states with SDS-PAGE
(Choma et al., 2000; Li et al., 2001; Zhou et al., 2000). In
agreement with previous findings by others (Choma et al.,
2000; Li et al., 2001; Zhou et al., 2000), we found that
multiple oligomerization states, including the functional
channel oligomer, coexist in the micellar preparation. Under
our experimental conditions there is a population distribu-
tion of TM2 oligomers, with tetramers and pentamers being
the most dominant ones.

The coexistence of multiple oligomer states of GlyR TM2
in micelles is in remarkable agreement with single-channel
recording results both in authentic glycine receptors in
cultured rat spinal neurons (Twyman and Macdonald, 1991)
and in GlyR TM2 channels in synthetic membranes (Reddy
et al., 1993). In cultured neurons, authentic GlyR exhibits
four frequent conductance states, with single-channel con-
ductance values ranging from 12 to 46 pS and the predom-
inant ones being 27 and 46 pS (Twyman and Macdonald,
1991). In GlyR TM2 channels, the predominant conduc-
tance values are 25 and 49 pS, with 25 pS being confirmed
to be from the tetrameric channels based on the same
conductance value in the tethered parallel four-helix bun-
dles (Reddy et al., 1993). High-resolution NMR data, show-
ing only a single set of NOE connectivity, suggest either
that different oligomerization states (primarily tetramers
and pentamers) are in rapid exchange on the NMR time
scale, yielding dynamically averaged NMR structures for
the TM2 segments, or that the TM2 structures in different
oligomeric states do not differ significantly from each other.
In either case, the NMR structures determined in this study
represent the closest approximation of the TM2 segment
structure in functional channels because CD spectra in mi-
celles and in lipid bilayers exhibit great similarity. It should
be pointed out, however, that because no intersegment NOE
is detected under our NOESY experimental condition (mix-
ing time � 100 ms), the NMR data alone do not provide
information about segment-segment interaction in different
oligomerization states. Evaluation of possible channel ar-
chitecture must therefore resort to the structural prediction
by computer modeling based on NMR-derived segmental
structures and the prior knowledge about the functional
channel.

A plausible gating mechanism

The pentameric arrangements with the tilted and untilted
TM2 helices shown in Fig. 6 could represent different states
of the GlyR channel. A model of channel gating can be
proposed on the basis of simultaneous tilting movement of
the five TM2 segments relative to the rest of the receptor.

The difference in the pore diameters for energy-minimized
channel architectures with very small corresponding energy
change suggests that by a mere 10° tilting of the TM2
helices the spatial packing of the helical side chains of TM2
structures, particularly those within the channel lumen, al-
lows for transitions between the open and closed states.

Besides the side-chain hydrophilic consideration and the
pore-size differences in the energy-minimized homopen-
tameric channels, at least four additional lines of experi-
mental evidence also support the idea of gating by entire
TM2 tilting. The first is the consideration of G2� side chain
location. Position 2� (residue 254 in �1 and �3, and 261 in
�2) is the only nonconserved residue in the TM2 sequences
of the GlyR � isoforms, having a Gly in �1 but an Ala in �2

and �3. It has been reported (Rundström et al., 1994) that
replacing Gly with Ala at position 2� results in a �10-fold
decrease in GlyR sensitivity to the open channel blocker
cyanotriphenylbonate (CTB) and alters the distribution of
single-channel conductance states among the � isoforms,
suggesting the critical involvement of G2� in CTB binding.
Moreover, because CTB binding is noncompetitive and
use-dependent, channel blockage occurs only after the chan-
nel is opened. As the five TM2 segments move simulta-
neously from the untilted (presumably close) to the tilted
(presumably open) configuration, the side chain at position
2� is changed from the side to the center of the N-terminal
entrance of the pore. When the channel is closed (as shown
in Fig. 5 along the untilted lines), the G2� side chain in the
pore lumen is partially replaced by that of L3�, hindering the
involvement of G2� in CTB binding.

The second line of experimental evidence comes from the
permeation and conductance measurements of various an-
ions across the GlyR channel. It has been demonstrated
(Fatima-Shad and Barry, 1993) that anions with diameters
either too small or too large have low permeability and the
permeability and conductance sequences for different an-
ions are roughly inversely related. These findings suggest
that ion interaction with sites within the channel plays a
significant role in ion conductance. In addition, GlyR chan-
nels display anomalous mole-fraction behavior (Bormann et
al., 1987; Fatima-Shad and Barry, 1993), a strong indication
of multiple sites within the channel for ion interaction.
Careful inspection of the channel lumen from the tilted and
untilted helices (Figs. 5–7) shows that tilted helices provide
at least three aligned ion-binding rings along the channel
from the polar side chains of T6�, T10�, and Q14�, with
possibly a fourth one at G2�. In contrast, with untilted
helices, the side chains in the channel lumen are not aligned.
Moreover, the large hydrophobic L3� side chain near the
intracellular entrance disrupts the continuity of the hydro-
philic passage.

The third line of experimental evidence supporting our
proposed gating mechanism can be found in the study of a
special phenotype of hyperekplexia, which links the move-
ment of the Q266 (Q14�) side chain to the gating of the
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GlyR channel. Hyperekplexia is a disease directly related to
mutations in GlyR; the only hyperekplexia mutation iden-
tified so far in the transmembrane domains is the missense
mutation Q266H. This mutation greatly reduces the ability
of the agonists to open the channel, yet the agonist displace-
ment of strychnine binding is unaffected (Moorhouse et al.,
1999), suggesting that the functional change of the mutation
is subsequent to ligand binding. Single-channel recordings
further revealed that the Q266H mutation greatly destabi-
lizes the open channel and significantly shortens the open
times. The profound change in channel gating and activa-
tion in the Q266H mutant, especially when such change
occurs without associated changes in agonist binding,
strongly suggests that Q266 plays an important role in the
movement of the TM2 during the gating process (Moor-
house et al., 1999). In our gating model, the NMR-derived
TM2 structure and the energy-minimized pore architecture
show the swing of the Q266 (Q14�) side chains to narrow
the pore when five TM2 segments move simultaneously
from the tilted to untilted state (see the animation provided
as supplementary information online). Because of the
charged side chains of histidine, substituting H for Q locks
the channel in the untilted state if an anion is present near
the positively charged H side chain, rendering the open
(tilted) channel less favorable than the closed channel in
Q266H.

Whether the side chain of Q266 (Q14�) is in the channel
lumen is worthy of further discussion. Based on the finding
that the WT GlyR and the Q266H mutant have similar
sensitivity to Zn2� and pH, it has been inferred (Moorhouse
et al., 1999) that although Q266 plays a crucial role in GlyR
channel gating, the H266 side chain in the Q266H mutant
might not be exposed to the channel lumen. This conclu-
sion, different from ours, is derived from an implicit as-
sumption that histidine reacts specifically with Zn2� and
that the effects of Zn2� or proton on channel current are
predominantly from actions within the pore. This appears to
be the case for the homolog GABAA channel, in which
H17� (one helical turn more extracellular than Q14�) in the
�1 or �3 subunit is thought to be part of a Zn2� binding site
(Horenstein and Akabas, 1998; Wooltorton et al., 1997). It
should be noted that, while widely accepted for structural
determination by mutagenesis, the inference about the ex-
istence of Zn2� binding site is in most cases based on
indirect assay of Zn2� inhibition of channel current. The
existence of high-affinity inhibition in the presence of his-
tidine often suffices to suggest the histidine’s involvement
in Zn2� binding. The lack of high-affinity inhibition, how-
ever, does not necessarily suggest that histidine is not within
the pore. Given that Zn2� at low concentration can poten-
tiate glycine-activated current (Moorhouse et al., 1999), it is
highly likely that the GlyR sensitivity to Zn2� and H�

results primarily from allosteric linkages rather than from
direct channel blocking (Lynch et al., 1998). In short, indi-
rect binding analysis based on inhibition of channel current

can only confirm the presence of histidine in the pore when
there is a high-affinity inhibition, but cannot prove the
contrary in the case of no high-affinity inhibition.

The fourth line of experimental evidence in support of the
idea that gating is due to entire TM2 rearrangement can be
found in the mutation studies that suggest the loops of
TM1-TM2 and TM2-TM3 to be the hinge points for GlyR
channel gating. The most commonly observed single-point
mutations in the hyperekplexia occur at R271 (Shiang et al.,
1993), which borders the TM2 segment and the TM2-TM3
loop. Replacement of R271 (R19�) by an uncharged leucine
or glutamine (R271L or R271Q) results in a dramatic de-
crease in glycine-activated currents, which is due to a de-
crease in the sensitivity to glycine and a redistribution of the
single-channel conductance states to the lower levels. More-
over, these mutants showed no change in sensitivity to
strychnine, but converted the agonists �-alanine and taurine
to competitive antagonists (Rajendra et al., 1995) and the
competitive antagonist picrotoxin to an allosteric potentiator
and a noncompetitive antagonist (Lynch et al., 1995). Sim-
ilar results are also found in other less common hyperek-
plexia mutations, including the recessive 1244N in the
TM1-TM2 loop (Rees et al., 1994) and the dominant K276E
and Y279C in the TM2-TM3 loop (Elmslie et al., 1996;
Shiang et al. 1995). In the case of K276E, the functional
change can only be interpreted as a consequence of impair-
ment to the channel gating kinetics without affecting the
ligand binding and channel conductance (Lewis et al.,
1998). Sequential alanine substitution mutations of all res-
idues in both loops (Lynch et al., 1997) confirmed the same
results. Taken together, all mutants in the TM1-TM2 and
TM2-TM3 loops seem to suggest that the loops act in
parallel as hinges to allosterically couple the ligand binding
to channel activation and gating. Our structural model of
entire helical tilting movement for gating is consistent with
the idea that the TM1-TM2 and TM2-TM3 loops are the
allosteric governing points for TM2 movement.

For the neurotransmitter-gated channels in the same su-
perfamily, two other gating models have been proposed for
nACh receptor (Unwin, 1995; Wilson and Karlin, 2001).
Based on the electron microscopy images at 9 Å resolution
and a tentative alignment of the three-dimensional densities
with the amino acid sequence, Unwin (1995) proposed that
the TM2 helices of nAChR bend (or kink) near the con-
served residue L9�, whose side chains form the gate of the
channel. Ligand binding causes an extracellular domain
rotation, which is transmitted to the level of L9� and pos-
sibly V13� (Unwin, 2000) to draw the hydrophobic side
chains away from the central axis. This kink model, how-
ever, is not supported by the high-resolution GlyR TM2
structure determined in the present study or the recently
published NMR structure of nAChR TM2 in DPC (Opella et
al., 1999), which also shows TM2 to be �-helical without
kinks. An alternative gating model for nAchR was proposed
recently by Wilson and Karlin (Unwin, 1995; Wilson and
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Karlin, 2001) who, by measuring the reaction rates of a
small, sulfhydryl-specific, charged reagent with the substi-
tuted cysteines in TM1-TM2 loop and the TM2 domain and
by comparing these rates for the reagent added intracellu-
larly and extracellularly, located the gate of the closed state
between �G240 (G-2�) and �T244 (T2�), and of the desen-
sitized state between �G240 and �L251 (L9�). Although the
pore radius profiles in our model showed the narrowest
constriction at Q266 (Q14�), a gating location near the
intracellular entrance for nAChR does not necessarily con-
tradict our proposed model. More specifically, the charged
molecular probes such as those used in the substituted
cysteine accessibility measurements could likely find more
constriction and slower reaction rates at levels closer to the
intracellular entrance, e.g., near the level of L3� in our
closed channel model. This is because ions are believed to
have to be partially (or probably fully) dehydrated before
passing through the channel. Electrostatic stabilization by
aligned polar groups, such as the hydroxyl groups of T6�
and T10�, as well as the amino group of Q14� in our open
channel model, can liberate ions from their hydration shells.
In contrast, disruption of polar passage by bulky hydropho-
bic side chains, such as L3� in our closed channel model,
necessitates the ion hydration within the pore for electro-
static stability. This increases the effective radius of the ion
at the level near the intracellular entrance of the closed
channel. Therefore, probing with charged reagents might
not necessarily reveal the true radius profile of the channel
pore.

Structural consideration of channel sensitivity
to anesthetics

Although structural consequences of general anesthetic ef-
fects on ligand-gated receptors may be quite complicated,
our model of pore architecture built upon the NMR-derived
TM2 structures offers a simple explanation as to why vol-
atile anesthetics and short-chain alcohols can potentiate
GlyR function, whereas the point mutation S267Y abolishes
or even reverses such potentiation. As indicated by many
recent experimental studies (Tang et al., 1997; Xu and Tang,
1997; Xu et al., 1998), anesthetic molecules are amphiphilic
in nature. They favor amphipathic environments over either
extremely hydrophilic or extremely hydrophobic environ-
ments and interact specifically with channel residues that
are located in amphipathic interfacial regions (Tang et al.,
1999a, b, 2000). The location of S267 is unique in that its
polar side chain interfaces with the hydrophobic surface of
M263. A recent study suggests that the second anesthetic
sensitive mutation point in GlyR, A288, is in the opposite
TM3 domain at the same membrane level as S267 (Mascia
et al., 2000). Thus, S267 and A288, along with M263, may
border an amphipathic cavity that anesthetics or short-chain
alcohols can preferably occupy. Our model of channel gat-
ing involves rotational movement that relocates the Q266

side chain within the channel pore. The corresponding
movement of the very next residue undoubtedly changes the
shape and volume of the amphipathic cavity bordered by
S267. When an amphiphilic molecule occupies and stabi-
lizes the cavity, the dynamics of TM2 segment movement is
changed. If this change is in favor of the open (tilted) state,
the results will be potentiation by stabilizing and prolonging
the open channel. This is apparently the case for the wild-
type GlyR and GABAA receptor. If, however, anesthetic
occupation of the cavity favors the closed (untilted) state,
the results will be inhibition, as is probably the case for
nAChR. Mutations at either S267 or A288 with different
volumes of residue side chains can have similar effects.
Bulky side chains can partially or completely fill the cavity
to render open or closed (or even some intermediate) state
more stable in the absence of anesthetics or alcohols, and
thereby abolish the channel sensitivity to these neuronal
agents. This view of the molecular mechanism of anesthetic
action based on channel dynamics is certainly worth further
investigation.

In summary, we determined the high-resolution NMR
structures of TM2 segments of the human glycine receptor
�1 subunit and its anesthetic-insensitive S267Y mutant in
DPC and SDS micelles. The spatial arrangements of the
hydrophilic and hydrophobic side chains suggest two pos-
sible helical orientations, corresponding to an open and a
closed channel upon association into a pentameric pore. A
mode of channel gating is proposed based on a simultaneous
10–20° tilting rearrangement of the entire TM2 segments
with respect to the rest of the receptor.
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